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lankton Studies

Fleld
During this period n: rouvine sampi ng was dcne The only

collecticn trips were fop sea water and tideiand mud fcr the medla

1ab ratory

Further studies were made n a bhetter meth d .y gerat ' ng the
20-11iter bottles.

Meth.d % is a direct aerat on by bubbling a'r lnt the media
from an g.uar'um pump. The t 'ny bubbles riaing t. the surface fr m the
glass fllter orcved too disturdbing and numbers cf Gonyaulax d'ed,

Method 5 1s the same d rect methcd but protect ni the volume
of thae media by a glass clcevs cver the aerat cn tube This proved more
satisfactory Although this methcd gives mire satisfactcry results, the
larger bottles st 11 d¢ not e ual the 'est tube cultures

Having & c nstant wate™ bath temperature 12" - 1, C and a
constant aerat on. as Meth d 2, the next siep is the otandard .gat ..  f the

media, such ag an art.{ic/al sea water med.a
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SECURITY INFOMMATIO
Extraction methods

With small vclumes the routine has heen X' methcd--centrifuge
eulture,. decant the media, sdd @ ual volume of 0,° 7 HCL, bo!l for 10 minutes.
All the test tibe cultures are testced n th's manner

When larger volumes were used 't waes necessary %o find a rap.d
mathod of concentrating the Gonyaulax  The foilowing methods were tried:

"0". Secintered glass nlate, flltration--too slow and plate
ean'ly clogged

Y Celite rcolumn, washed w'th dietilled H,0, cuiture filtered
by vacuum. The Celite and (Gonyaulax extracted by boiling 10 minutes w th
50% Bthancl + 1 m/1'ter cf ccne HOL,

Two other methods have been tried 'n the attempt t. find a
better extract cn meth-d.

When the culture was put through air-dr'ven Snarples at 50,000 rpm
at the rate ~f 100-200 ml/minute, the nrocedure was very easy but the loss
in pclson when scorep'ng the Sharples bcwl was zreat.

The extraction of large volumes waes hest effected by vacuum
filtrat on through a 1lorge surface, small volume of Celite No. 512 fllter.
The pcison i1s then eluted without vacuum with S0F acid'fled ethanol as a
vart of the rlirst orange-cclored fracticn, Por example, Experiment No 21
the Gonyaulax were flliered cut by the rreceding methcd. The priscn
‘s then s2luted with S0f ac'd sthanol 'n the crange-eolored fract!cn.
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Eluate We. ) “PEAge N gaent 258 ml 2% Mu/ml
M. yellw ¢ 100w <10 W

Moo 3 green 100 ml <10 M)

N & green 100 m2 {10 Mu/ml

The ma‘crity f the poc'sn ¢ mes Ut ‘n the f et 2luste. tut
in rder to ko sure [ tnis .8 the Hest meth d £ ¢ %L he run ‘a narallel
with the direct methcad X

The test tube ocultures n the small tank sh-wed & high .
12,200 d'n-flagellates per ml in med a No ., wh:le the Lest .- s"n -f
0 55 m1/Mu was produced by !,370 Gunyaulax £ r & m'use un't. In February
the bttt m ~f the small tank rusted cut and wae gent out for repa'rs.
Saall flaska were used 'n the large tank,

During the per cd the dbest gr-wth 'n the large hH: ttles was
with med ' a Nc & - T,900 G:nyaulax »o»r m) The best - '8'n was
18 miMu r & 807 Genysulax ¢~ make & w use un't

K Mgl

S 3 "~

(I \

fadora |3 )
b ' R B



	0004
	0005
	0006
	0007

